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(Partially excerpted fixim page 68) 
3.3.3 Preparation of ttypain solution 

When collecting adhesive cells for subculturing or experiments, trypsin is 
generally used to detach such adhesive cells.. We dissolve in 0.02% EDTA-PBS a product 
called Trypsillin which is a lyophilized product of a trypsin derived from bovine pancreas 
and produced by Mochida Phaimaoeutical Co., Ltd. The 0,02% EDTA-PBS is prepared 
using EDTA-2Na and PBS (-) including neither M?^ nor Ca^, and is autoclaved before 



Since the Tfypsillin is a sterilized product, there is no need to filtnate the same for 
sterilization when dissolved in tbe 0.02% EDTA-PBS which has been sterilized. Such 
Trypsillin contains 10,000 units of trjpsui m a vial, and is dissolved in the 0.02% 
EDTA-PBS of 50 mL, thus preparing a sohition of 200 units/mL. The solution thus 
obtained remains usable for a month when preserved at 4'C, and will be newly prepared 
when the potency thereof has decreased. 



Reference document 2; 
Title: Tissue Culture Technique (Basics) 
Published by: Asakura Publishmg Co., Ltd., in 1999 
Authors: The Japanese Tissue Culture Association 

J (Partially excerpted from page 23) 



c. Trypsin Solution 

Trypsin 1:250 (Difco) of 2.5g is dissolved in CMF-PBS (see b in section 2-3-2) so 
as to obtain a solution of IL. Since trypsin is not easily dissolved, the solution tiius 
obtained is stirred overnight at 4"^. Particularly, trypsm is easily dissolved, if NaOH is 
added to the aforementioned solution to adjust the pH thereof to 8.0 before stirring such 
solution overnight at 4^. The pH of a solution thus obtained is adjusted to 7.2 with HCl 
before filtration. However^ the solution thus obtained is still usable even if the pH thereof is 
not adjusted. Before filtrating for sterilization with a membrane filter, filtration sterilization 
is performed on either a filtrate obtained by fdtratitD^ the solution prepared so far with a 
general filter paper, or a supernatant obtained by centrifugally separating the solution 
prepared so far for 10 minutes and at a speed of lO.OOOrpm. A trypsm solution prepared" in 
this manner is used m the range of 0.05-0.25% in accordmice with the intended use. 
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A crystallized trypsin (Trypsillin) is available &om Mochida Pharmaceutical Co., 
Ltd. as a phatmaceutical product, such crystallized trypsin beiag provided particularly as a 
sterilized lyophilized product. In this sense, such crystallized trypsin can be readily used 
When dissolved in CMP-PBS. There are provided a "ftypsilUn of 10,0OOU contained in an 
ampule, and a Trypsillin of 100,OOOU contained in a vial A tcypsin solution of 
200-800U/mL is used for subculturing. while a tcypsin solution of 800-lOOOU/mL is used 
for primary culturing. Such trypsin solution can be used alone or with EDTA added thereto. 
The trypsin solution is rapidly deactivated at room temperature. Thus, the trypsin solution 
must be frozen for preservation when desiring to preserve the same after the Trypsillin has 
been dissolved. 

End of Draft 



